RNA isolation and gene expression quantification by RT-qPCR
Total RNA from HBECs and mouse lung homogenates was extracted using a RNA extraction kit (Nucleospin ® RNA II, Macherey-Nagel, Düren, Germany) and reverse transcribed to cDNA (Precision Nanoscript Reverse Transcription kit, PrimerDesign, Southampton, UK). Real-time quantitative PCR was run on an Mx3005P qPCR system (Stratagen, La Jolla, CA, USA) with standard cycling parameters. Primers were obtained from PrimerDesign or Qiagen (Sollentuna, Sweden). Primer sequences for primers provided by PrimerDesign are listed below:
IFNβ: TTACTTCATTAACAGACTTACAGGT (forward) and TACATAGCCATCGTCACTTAAAC (reverse), HRV16: GAGAGGTTAAGAACTTGATTGAA (forward) and CTAATTTTGTTTGTGGTGATAGAG (reverse) RIG-I: TTCTCTTGATGCGTCAGTGATA (forward) and CCGTGATTCCACTTTCCTGAA (reverse).
Analysis of samples was performed by the ΔΔCt method 1 and related to UBC/GAPDH expression for in vitro experiments and 18S rRNA for in vivo experiments. Groups were normalized to untreated control or RV16 for in vitro experiments when appropriate and HDM/saline/ vehicle for in vivo experiments.
Quantification of interferon levels by ELISA
IFNβ levels were measured in cell supernatants of HBECs and in BALF of mice by ELISA according to the manufacturer's instructions (PBL Assay Science, Piscataway Township, NJ, USA).
Protein expression analysis of RIG-I like helicases by Western Blot
RIG-I and MDA5 protein expression was quantified by western blot analysis as described previously 2 .
